. Identification of monocyte populations in whole blood. Blood cells (n = 4) were simultaneously stained in whole blood (a) and PBMC fractions (b). In whole blood, lymphocytes (CD3/CD19/NKp46-positive cells) and granulocytes (CD16 bright ) (51) were excluded, and CD14 + cells were selected. Small and large monocytes were identified in forward and side scatter plots. After doublet removal, CD14 and CD16 expressions were analysed. PBMC samples (b) were analysed as described in Figure 1 . Data shown is from one representative individual.
a .
b .
Supplementary Figure S2 . Cell diameters in monocyte subpopulations determined by Imaging flow cytometry analysis. PBMC (n = 3) were stained and analysed by imaging flow cytometry (ImageStream, Amnis). Cell diameters were determined using Diameter Feature (IDEAS software) with a mask delimited by CD14 expression. Measures were carried out in small and large monocytes, in each small monocyte subpopulation, and in each large monocyte subpopulation in 3 donors. Diameter differences between small and large monocytes (11.98 ± 0.05 vs. 12.84 ± 0.02, mean ± SEM, in µm) were significantly different (****, p ≤ 0.0001, one-way ANOVA). sm14 + 16 neg , sm14 + 16 + , and sm14 dim 16 + monocytes had similar diameters, and large monocyte subpopulations la14 + 16 neg and la14 + 16 + had also very similar diameters. Two by two comparisons between small and large monocyte subpopulations confirmed the significance of diameter differences (**, p ≤ 0.01 to ****, p ≤ 0.0001, one-way ANOVA). Figure 4) . Age (in years) of donors clustering according to monocyte sub-population OP-profiles as identified with the network analysis software Gephi. Circles may represent two donors of the same age. Bars represent the mean age within the clusters. *, p = 0.045, Mann-Whitney U test. PBMC were isolated and stained as described in Figures 1 and 3 and a hierarchy of related phenotypes was determined by SPADE (target number of nodes: 600; down-sampled events targets: absolute number 10,000). CD14 expression is presented according to corresponding colour scales. Gated branches were identified as small and large monocytes according to their FSC/SSC profiles. Two SPADE profiles were identified according to monocyte hierarchies: (a) profile SP-1 with representative donor 13 is shown, and (b) profile SP-2 with representative donor 4 is shown. In SP-2, a cell population of low to negative CD14 expression and low side scatter was intercalated between the branches corresponding to small and large monocytes. SP-1 and SP-2 structures were found in eleven and seven donors, respectively. Four donors had tree structures that did not fall within the SP-1 or SP-2 types and were unique to each donor. In six donors (5, 10, 11, 26, 27, and 28) , small and large monocytes did not cluster in single, well-defined branches although they were readily detected in FSC/SSC plots. 
Supplementary Figure S3. Donors' age in Gephi-defined phenotypic clusters of donors (see

